Abstract: Lysosomes clear macromolecules, maintain nutrient and cholesterol homeostasis, participate in tissue repair, and in many other cellular functions. To assume these tasks, lysosomes rely on their large arsenal of acid hydrolases, transmembrane proteins and membrane-associated proteins. It is therefore imperative that, post-synthesis, these proteins are specifically recognized as lysosomal components and are correctly sorted to this organelle through the endosomes. Lysosomal transmembrane proteins contain consensus motifs in their cytosolic regions (tyrosine-or dileucine-based) that serve as sorting signals to the endosomes, whereas most lysosomal acid hydrolases acquire mannose 6-phosphate (Man-6-P) moieties that mediate binding to two membrane receptors with endosomal sorting motifs in their cytosolic tails. These tyrosine-and dileucine-based motifs are tickets for boarding in clathrin-coated carriers that transport their cargo from the trans-Golgi network and plasma membrane to the endosomes. However, increasing evidence points to additional mechanisms participating in the biogenesis of lysosomes. In some cell types, for example, there are alternatives to the Man-6-P receptors for the transport of some acid hydrolases. In addition, several "non-consensus" sorting motifs have been identified, and atypical transport routes to endolysosomes have been brought to light. These "unconventional" or "less known" transport mechanisms are the focus of this review.
Introduction
In the 1950s, Christian de Duve and colleagues made the peculiar observation that, when rat liver is homogenized in isotonic sucrose and fractionated into subcellular fractions by centrifugation, freezing/thawing of these fractions is required to get an accurate measurement of the total activity of several hydrolases with acidic pH optimums. As this treatment induces membrane rupture, it was suggested that the latent enzymes are confined within "membrane sacs" and are thus inaccessible to the exogenous substrates used in these activity assays. The subsequent findings that these enzymes co-distribute in rat liver subcellular fractions, and that their distribution profile (i.e., total amount, and enrichment level over total proteins in each fraction) differs from those reported for proteins located in other cellular structures led to the discovery of lysosomes ( [1] , reviewed by Sabatini and Adesnik [2] ). Today, proteomic analyses have revealed that the lumen of lysosomes contains approximately 60 different acid hydrolases, and that the lysosomal membrane is spanned by many transmembrane proteins [3] [4] [5] [6] [7] . These include structural proteins, a transmembrane vATPase complex that generates an intraluminal acidic environment in which acid hydrolases are active, as well as a large set of transporters that transfer the enzyme degradation products in the cytosol. In addition, the lysosomal proteome comprises of many membrane-associated proteins that are recruited from the cytosol.
The lysosome relies on this large arsenal of proteins to assume its main function, i.e., the break-down of macromolecules delivered by endocytosis or autophagy into primary components that can be recycled to the cytosol to re-enter anabolic reactions. When unable to degrade these macromolecules, or to translocate their degradation products to the cytosol, the abnormal accumulation of material in the lysosomes causes lysosomal and cellular dysfunctions. To date, approximately fifty lysosomal storage diseases have been reported, many of them characterized by neurodegeneration, severe organ failure, and premature death [8, 9] . Lysosomal alterations have also been associated with the negative evolution of other pathologies, including cancer, atherosclerosis, and Alzheimer's and Huntington's disease. The study of the underlying causes of lysosomal dysfunctions has pointed out that to maintain a well-oiled lysosomal machine and hence prevent deleterious cellular/tissue alterations, the cells must express all required lysosomal proteins but, most importantly, they also need to efficiently and specifically target them to the lysosomal compartment. To meet this second requirement, the cells rely on several intracellular trafficking machineries that transport newly synthesized lysosomal membrane or soluble proteins to their residence site within the cells. The canonical endolysosomal sorting pathways are based on the specific recognition of consensus sorting motifs located in cytosolic regions of the endolysosomal transmembrane proteins, or of mannose 6-phosphate (Man-6-P) residues exposed on the oligosaccharidic chains of acid hydrolases, by vesicular transport machineries that transfer cargoes between cellular compartments (reviewed in [10] [11] [12] [13] [14] [15] ). However, an increasing number of observations indicate that some lysosomal proteins can reach lysosomes by "non-conventional" transport mechanisms. While some of them have been known from quite some time, recent advances in this field reveal that these mechanisms are much more numerous than could have been anticipated, and that they rely on a wide array of molecular bases. Our aim herein is to provide an updated overview of the different types of motifs and transport machineries that mediate the biosynthetic transport of mammalian lysosomal proteins and, as such, control lysosomal function. We will only provide a brief description of the classical lysosomal sorting mechanisms for comparison purposes, as these have already been extensively discussed by others.
Subcellular Trafficking of Lysosomal Transmembrane Proteins

Classical Sorting Pathways
Lysosomal transmembrane proteins are synthesized in the endoplasmic reticulum (ER). After passage through the Golgi apparatus, they are either sorted directly from the trans-Golgi network (TGN) to the endosomes and lysosomes or indirectly, i.e., they are first sorted to the cell surface from where they enter the endocytic pathway. Both direct and indirect routes rely on clathrin-coated vesicles to carry the proteins from the TGN or plasma membrane (PM) to the endosomes. Several coat proteins referred to as "clathrin-adaptor proteins" are involved in protein packaging in the clathrin-coated carriers. They recognize short amino acid motifs (i.e., tyrosine-or dileucine-based motifs) located in a cytosolic region of the lysosomal transmembrane protein, usually in its N-or C-terminal end, though not always [11] [12] [13] [14] 16, 17] In addition, NPXY signals can also bind to other cell surface clathrin-associated proteins, including DAB2, Numb and ARH (Autosomal recessive hypercholesterolemia). Two additional adaptor complexes are found at the TGN and on endosomal membranes, AP-3 and AP-4, which exhibit sequence homologies with AP-1 and AP-2. However, by contrast to the first two members of this family, AP-3 and AP-4 appear to be involved in both clathrin-dependent and clathrin-independent vesicular transport mechanisms. Both the YXXΦ and [D/E]XXXL[L/I] motifs are recognized by AP-3, whereas only YXXΦ motifs seem to bind to AP-4. AP-5, the last member of this adaptor protein family is recruited on endolysosomes and does not associate with clathrin. Although its function remains unclear, it has been reported that enlarged endolysosomes accumulate in AP-5-deficient cells, suggesting that this adaptor may also be involved in endolysosomal protein trafficking [18] .
Targeting of Lysosomal Transmembrane Proteins to the Lysosome by Non-Conventional Mechanisms
While many lysosomal transmembrane proteins and lysosomal acid hydrolase membrane transporters (see Section 3) use these tyrosine and dileucine motifs-dependent trafficking pathways via clathrin-coated vesicles to travel to the endosomes and lysosomes, a growing number of reports highlight alternatives to these conventional transport mechanisms. First, several motifs that do not conform to the canonical tyrosine and dileucine signals can also mediate the sorting of lysosomal transmembrane proteins to the lysosome. Next, the trafficking of some lysosomal membrane proteins depends on their post-translational modifications, such as N-glycosylation and covalent lipid attachment, or on a particular transmembrane domain. Finally, the association of some transmembrane proteins with other proteins can sometimes drive their subcellular trafficking. An overview of lysosomal transmembrane proteins that use these atypical or less conventional transport mechanisms to reach their residence site in the cell is provided in Table 1 and discussed hereafter.
Atypical Sorting Motifs Identified in Lysosomal Transmembrane Proteins
An YFPQA motif has been identified as a lysosomal sorting signal in the 3rd cytosolic loop of cystinosin, a cystine transporter whose deficiency causes cystinosis, an autosomal recessive lysosomal storage disorder that mostly affects the kidneys and eyes. This atypical amino acid sequence and a classical (G)YXXΦ motif located in the C-terminal tail of the protein (GYDQL) are both required for efficient sorting to the lysosomes [19, 20] . While the YXXΦ motif is recognized by the adaptor protein AP-3 [20] , how the YFPQA sequence mediates lysosomal sorting has not yet been resolved.
Several other proteins rely, at least partly, on tyrosine or leucine residues that are not included in a classical YXXΦ, D/EXXXL/LI or DXXLL setup for sorting to endolysosomes, including VAMP7 and LAPTM5. VAMP7 is a protein of the SNARE family (soluble NSF (N-ethylmaleimide-sensitive factor) attachment receptors) involved in the fusion of late endosomes/lysosomes. When in a cis-SNARE complex, the cytosolic longin domain of VAMP7 is recognized by AP-3 and by the endocytic adaptor Hrb and, while the key residues for binding to these proteins are L43 and Y45, neither of these amino acids belongs to a consensus sorting motif [21] [22] [23] . In the polytopic protein LAPTM5 (Lysosomal-associated transmembrane protein 5), L/PPXY (PY) motifs located in cytosolic portions mediate binding to the ubiquitin ligase Nedd4, which, in turn, promotes the recruitment of an ubiquitinated form of the TGN adaptor GGA3 on the ubiquitin-interacting motif of LAPTM5 (LKVALPSYEE, consensus residues are underlined), and LAPTM5 transport to lysosomes [24] . Similarly, Nedd4 participates in the transport of the two other members of the LAPTM family (LAPTM4a and LAPTM4b) to the lysosomes in a PY motif-dependent manner [25] .
Another category of atypical endolysosomal sorting signals is referred to as "extended acidic dileucine signals", which are found in TMEM106B (EXXXXXLI) and CLN3 (EEEX(8)LI) [26] [27] [28] . TMEM106B is a protein associated with frontotemporal lobar degeneration [29] , and the CLN3 encoding gene, which is mutated in the neurodegenerative pathology referred to as Batten disease, is one of the genes with the highest carrier frequency in cases of neuronal ceroid lipofuscinoses in the USA [30, 31] . The EXXXXXLI signal localizes to the cytosolic N-terminal region of TMEM106B, whereas in CLN3, its EEEX(8)LI signal is in the 2nd cytosolic loop and binds to AP-1 and AP-3 [26, 32] . The C-terminal region of CLN3 also contains an M(X)9G sequence that contributes to its sorting to the lysosomes [27, 28] . Moreover, it has been reported that the transport of CLN3 and TMEM106B to the lysosomes is modulated by post-translational modifications, which will be detailed in Sections 2.2.2 and 2.2.3. Hence, it appears that, while atypical dileucine signals can contribute to the lysosomal sorting of some proteins, additional trafficking information may be required for their efficient sorting to the lysosomes. The transport of G-protein coupled receptor 143 (GPR143 or OA1 for ocular albinism type I protein) to melanosomes in pigmented cells, and to endolysosomes in pigmented and non-pigmented cells, is in accordance with this view. To significantly alter the trafficking to these sites (i.e., to redirect the protein to the PM), an unconventional dileucine signal located in a cytosolic loop (SLLKGRQGIY) must be mutated simultaneously with a tryptophan and glutamic acid (WE) motif located in the C-terminal tail [33] .
However, not all atypical signals revolve around tyrosine or dileucine amino acids (e.g., the M(X)9G and WE motifs mentioned above). This point is further supported when looking at MLN64, a lysosomal protein involved in cholesterol transport, whose sorting depends on a KSASNP motif located in its C-terminal START domain [34] . This motif mediates binding to the cytosolic protein 14-3-3 independently of phosphorylation and, when this interaction is prevented by alanine substitutions of amino acids K to N, MLN64 accumulates at the PM and exhibits a delayed transport to late endosomes from this site. Isoforms of the 14-3-3 family are known to modulate the subcellular localization of several soluble and transmembrane proteins through binding to phosphoserine or phosphothreonine motifs. Regarding soluble proteins, it has been proposed that their binding to 14-3-3 hides or exposes sorting signals that control their subcellular localization [35] , e.g., the lysosomal gene network regulator TFEB, which is retained in the cytoplasm when bound to 14-3-3 proteins, and translocates to the nucleus when released from this association [36] . How 14-3-3 proteins regulate the subcellular trafficking of transmembrane proteins is less well understood, as there are not as many examples reported in the literature. It is usually assumed that the 14-3-3 masks (or unmasks upon dissociation) trafficking signals, such as RXR motifs that retain transmembrane proteins in the ER when correctly exposed [37] . It has also been shown that the AP-2-mediated internalization of the Na + /K + -ATPase requires its binding to phosphoinositide 3-kinase and the activation of this kinase, which is dependent on the channel association with 14-3-3 [38] . Based on this finding, it is tempting to suggest that 14-3-3 modulates the recognition of MLN64 by adaptor or accessory proteins involved in its internalization from the PM [34] . However, the 14-3-3 binding site of MLN64 is located in the C-terminal region [34] while, according to Zhang et al., the N-terminal domain (which includes the transmembrane regions of the protein) contains the information for efficient internalization from the cell surface [39] . Further work will be needed to investigate how the C-terminal tail, and its association with 14-3-3, mediates the sorting of MLN64.
Sorting Determinants Located in the Luminal Domain of Lysosomal Transmembrane Proteins
The lysosomal sorting of TMEM106B is not only mediated by the extended dileucine signal located in its N-terminal region (see above), but also depends on its 4th and 5th N-glycosylation sites [26, 40] . Indeed, mutation of the 4th site prevents the anterograde transport of TMEM106B to the endolysosomes by causing its retention in the ER (endoplasmic reticulum). While this likely results from a folding defect, mutation of the 5th site induces relocalization of TMEM106B at the cell surface, suggesting that this modification controls its lysosomal sorting [40] . Perhaps TMEM106B associates with another protein through its glycosylated luminal loop and this association could participate in its subcellular trafficking.
A few other clues support that protein-protein interaction events involving luminal portions of lysosomal membrane proteins might promote their targeting to lysosomes. Mutations in the luminal protease-associated domains of RNF13 (A114P) and RNF167 (A104P and V98G) in cancer samples abrogate the endolysosomal localization of these "RING finger proteins" [41] . In other proteins, this conserved protease-associated domain is involved in protein-protein associations [42, 43] .
Impact of Post-Translational Lipid-Modifications on Lysosomal Membrane Protein Trafficking
As mentioned earlier, the sorting of CLN3 to lysosomes requires an extended dileucine motif (EEEX(8)LI) located in its 2nd cytoplasmic loop, as well as a M(X)9G motif located within the C-terminal region [27, 28, 32] . Interestingly, an additional level of control is found in a post-translational modification, i.e., the prenylation of a C-terminal CAAX box (C435QLS) [44] . When cysteine 435 is mutated, transport of CLN3 through the endolysosomal system is slowed down.
Similarly, lipid modifications modulate the endolysosomal transport of mucolipin-1, the protein that is deficient in the neurodegenerative lysosomal storage disorder referred to as mucolipidosis IV [45] . Palmitoylation of the C-terminal tail promotes mucolipin internalization from the PM, possibly by reducing the distance between an AP-2 binding signal (E573EHSLL) located further down in the C-terminal region, and the membrane [45] . A second classical dileucine signal (E11TERLL) in the N-terminal region targets mucolipin to lysosomes by an intracellular/direct route, likely AP-1-dependent [45, 46] . N-terminal palmitoylation has also been mentioned in [46] . It would be interesting to test whether this modification modulates the presentation of the N-terminal dileucine motif.
The lysosomal sorting of synaptotagmin-7 (i.e., a type I transmembrane protein that regulates lysosomal exocytosis) requires association with the lysosomal membrane protein CD63 (LAMP3) in a palmitoylation-dependent manner [47] . Abrogation of synaptotagmin-7 palmitoylation by mutation of C35, C38 and C41 (located in the transmembrane domain and cytosolic region) prevents association with CD63 and transport to the lysosomes. This transport can also be blocked through mutation of the tyrosine sorting motif in CD63. These findings suggest that CD63 acts as a transport receptor for synaptotagmin-7 and that palmitoylation is a key element of their binding process.
Transmembrane Domain(S)-Dependent Sorting of Lysosomal Membrane Proteins
Many groups have reported that transmembrane domains can determine a protein's subcellular localization and/or control its trafficking within the cell (reviewed by Cosson et al., [48] ). Characteristics such as the length of the transmembrane domain, amino acid composition, hydrophobicity, partition into specific lipid-domains, and homo-or heterotypic associations can modulate transport between compartments and favor a given cellular location (ER, Golgi, PM, endosomes, etc.). Regarding lysosomal membrane proteins, one example of transmembrane domain-mediated transport is the homodimeric ATP-binding cassette transporter ABCB6. This protein belongs to a class of long ABC transporters that is characterized by an extended N-terminal domain, referred to as TMD0, which is composed of five transmembrane helices. The TMD0 does not contain classical sorting determinants in its cytosolic portions, but is responsible for the clathrin-dependent internalization and transport of ABCB6 to the endolysosomes [49] . Similarly, the TMD0 of ABCB9 (or the transporter associated with antigen processing-like, TAPL), which only contains four transmembrane helices, comprises the sorting information that drives the protein sorting to the lysosomes [50] .
Interestingly, the ABCD4 transporter traffics to the lysosomes when associated with LMBD1 (LMBR1 domain-containing protein 1), a lysosomal protein with nine putative transmembrane domains, that serves as a clathrin adaptor protein for internalization of the insulin receptor [51, 52] . The lysosomal sorting of LMBD1 is mediated by a tyrosine-based motif located in a cytosolic loop. When this motif is mutated, both LMBD1 and ABCD4 fail to reach the lysosomes, indicating that ABCD4 makes use of the sorting determinant of another protein to travel to this site. It has been proposed that the interaction between the two proteins requires proper oligomerization of ABCD4, a process that is altered when transmembrane domains 2 and 5 are exchanged with those of ABCD1, a peroxisomal protein [52] .
Piggybacking also seems to be the primary mechanism by which the amino acid transport system L is trafficked to the lysosomes. This system is a heterodimer composed of 4F2hc (SLC3A2) and LAT1 (SLC7A5) that localizes at the cell surface as well as in the lysosomes, where it is recruited through association with LAPTM4b, a polytopic lysosomal protein [53] . These proteins associate independently of the cytosolic N-and C-terminal domains of LAPTM4b, possibly already in the ER [53] .
Alternatives to the Clathrin-Coated Carriers
The late endosomal and lysosomal membrane proteins LAMP1 and LAMP2 possess a YXXΦ signal that mediates their packaging in clathrin-coated vesicles and transport to the lysosomes [11, 54, 55] . Intriguingly though, several reports have also indicated their presence in non-clathrin-coated carriers. For example, Karlsson and Carlsson documented that LAMP1 and LAMP2 can be packaged at the TGN of HL-60 cells in vesicles devoid of AP-1 and of the cation-independent Man-6-P receptor (CI-MPR), an acid hydrolase receptor that is a cargo of clathrin-coated vesicles [56] . Subsequently, Pols et al. highlighted that non-clathrin-coated vesicles containing LAMP proteins emerge from the TGN and transport their cargo to late endosomes [57] . Using immunoelectron microscopy, they found that these "LAMP carriers" are devoid of CI-MPR, AP-1, and clathrin but contain hVps41, an accessory protein to the vacuolar homotypic fusion and protein sorting (HOPS) complex, as well as the SNARE protein VAMP7. Their findings revealed that these proteins are required for fusion of these carriers with endosomes, thereby discovering a new molecular mechanism (clathrin-independent) by which resident lysosomal membrane proteins can be targeted to their residence site within the cells. Future studies could investigate whether other lysosomal membrane proteins, or hydrolases, use this pathway, and which molecular determinants (sorting motifs, binding sites on adaptor proteins, etc.) control this atypical transport route.
Of note, similar to LAMP1 and 2, LAMP3 (CD63) contains a C-terminal YXXΦ motif and is enriched in late endosomes and lysosomes. However, while LAMP1 and -2 mainly localize to the limiting membrane of these organelles, LAMP3 concentrates in the internal vesicles of late endosomes, also referred to as MultiVesicular Bodies (MVBs). The presence of LAMP3 in "LAMP carriers" has not been tested but it has been reported that, in addition to relying on AP-2-dependent endocytosis and on AP-3-dependent sorting from the endosome to move within the cells, LAMP3 can enter the cells by caveolae-mediated endocytosis, i.e., in a clathrin-independent manner [58] .
Subcellular Trafficking of Lysosomal Hydrolases
Mannose 6-Phosphate-Dependent Trafficking
The canonical route of acid hydrolase sorting to the lysosome is referred to as the "mannose 6-phophate (Man-6-P)-dependent pathway" [10, 13, 15, [59] [60] [61] . During their passage through the Golgi apparatus, most newly synthesized lysosomal acid hydrolases acquire Man-6-P moieties on their N-linked oligosaccharidic chains. These Man-6-P residues serve as recognition signals for two type I transmembrane receptors that transport their ligands to endolysosomes in clathrin-coated carriers: the cation-dependent (CD) and the cation-independent (CI) Man-6-P receptors (MPRs). MPRs contain cytosolic YXXΦ, and [D/E]XXXL[L/I] signals that are recognized by several clathrin APs as well as a DXXLL signal that mediates binding to GGAs. However, while the CD-MPR mostly appears to act intracellularly (i.e., in the TGN to endosome sorting), the CI-MPR can mediate hydrolase transport from the TGN as well as from the cell surface, helping to recapture secreted acid hydrolases. Once in the endosomes, the hydrolase-receptor complexes dissociate in the acidic environment, and the receptors recycle to their compartments of origin (PM and/or TGN).
Man-6-P synthesis is a process mediated by two enzymes that act sequentially: UDPGlcNAc:lysosomal enzyme N-acetylglucosamine-1-phosphotransferase (GlcNAc-1-phosphotransferase) and N-acetylglucosamine-1-phosphodiester α-N-acetylglucosaminidase (the uncovering enzyme). Mutations in the subunits that compose GlcNAc-1-phosphotransferase give rise to two autosomal recessive disorders: mucolipidosis II (Inclusion-cell disease or I-cell disease) and a less severe pathology, mucolipidosis III (pseudo-Hurler polydystrophy) [62, 63] . These disorders are characterized by a defective mannose 6-phosphorylation which results in acid hydrolase hypersecretion and accumulation of non-degraded material in the lysosomal lumen. Consequently, enlarged lysosomes and autolysosomes accumulate within the cells. However, the study of mucolipidosis II and III patients and the characterization of GlcNAc-1-phosphotransferase knock-out and knock-in mice revealed that morphological alterations are only seen in some cell types and tissues, whereas others are able to retain, at least partly, their acid hydrolases and a normal morphology [64] [65] [66] [67] [68] [69] [70] [71] [72] . Similar observations were made in mice deficient in the two MPRs [73] . All these very intriguing findings suggested very early on (in the 1980s) that alternative(s) to the Man-6-P pathway contribute to the targeting of acid hydrolases to the lysosomes. However, it is mainly in the last 10 years that the most substantial advances have been made in this field with the discovery of several Man-6-P-independent trafficking receptors for acid hydrolases. Table 2 provides a list of such receptors with a summary of their mode of transportation to the endolysosomal system (e.g., direct/indirect trafficking, known sorting motifs, adaptor proteins that recognize these motifs, etc.). Their structures and identified lysosomal cargo(es) are schematized in Figure 1 . However, LRP1 binds to cathepsin D (CTSD) through amino acids 349-394 of its β-chain (last 85 kDa of the protein), i.e., a region that contains EGF-like repeats [108] . LIMP2 and β-glucocerebrosidase associate via several hydrophobic helical interfaces located on both proteins [109] . The cysteine-rich domain of sortilin has been involved in binding to several non-lysosomal ligands [110] , whereas both the cysteine-rich domain and C-type lectin-like domains 4 and 5 of the mannose receptor serve as ligand binding sites [106] . SEZ6L2 contains Cub domains, which are known to mediate proteinprotein interactions. through amino acids 349-394 of its β-chain (last 85 kDa of the protein), i.e., a region that contains EGF-like repeats [108] . LIMP2 and β-glucocerebrosidase associate via several hydrophobic helical interfaces located on both proteins [109] . The cysteine-rich domain of sortilin has been involved in binding to several non-lysosomal ligands [110] , whereas both the cysteine-rich domain and C-type lectin-like domains 4 and 5 of the mannose receptor serve as ligand binding sites [106] . SEZ6L2 contains Cub domains, which are known to mediate protein-protein interactions.
Mannose 6-Phosphate-Independent Sorting Receptors
Two of the most well-known alternative MPRs, LIMP2 and Sortilin, have already been discussed in other review articles [13, 111, 112] . β-glucocerebrosidase is a poorly mannose 6-phosphorylated lysosomal enzyme that is nonetheless transported to the lysosomes, and that exhibits normal or even increased intracellular levels in I-cell disease human and mouse cells [66, 68] . It was found that this hydrolase uses LIMP2, a type III lysosomal transmembrane protein, as a transport receptor [113] . Overexpression of LIMP2 causes the enlargement of endosomes and lysosomes and impairs trafficking out of endosomes [114] , whereas its deficiency decreases β-glucocerebrosidase activity within the cells and impairs the maturation of acid hydrolases [115] . Consequently, LIMP2 knock-out cells accumulate lipids and exhibit defects in their autophagic and lysosomal degradation pathways, notably reflected by a defective clearance of α-synuclein in the brain [115] . These observations highlight how lysosomal biogenesis relies on LIMP2, which, so far, has only one identified lysosomal hydrolase ligand.
Sortilin is a type I transmembrane protein that can transport several lysosomal proteins from the TGN or PM to the endosomes, including GM2AP (GM2 activator protein), acid sphingomyelinase, prosaposin, as well as cathepsins D and H [85, [116] [117] [118] [119] [120] . Several of these proteins exhibit normal or near normal levels in some cell types and tissues of I-cell disease patients and mice. However, it is worth noting that the tissues of sortilin knock-out mice that have been examined (brain, liver, lung, testicular tubules, epididymis, efferent ducts, kidney and spleen) exhibit a normal morphology (without signs of lysosomal storage) [118] , and that this receptor does not significantly contribute to the endocytosis of cathepsin D in mouse fibroblasts, even when the Man-6-P pathway is disrupted [121] . Hence it appears that lysosomal biogenesis may only rely on sortilin to transport selected acid hydrolases in a subset of cell types, and perhaps only under particular stress conditions (e.g., when the Man-6-P pathway is deficient) [85, [116] [117] [118] 120] . For example, it has been reported that, while some amount of cathepsin D and H and acid sphingomyelinase can still be detected in lysosomes of I-cell disease fibroblasts (Man-6-P-deficient), very little intracellular signals remained after overexpression of a truncated sortilin that fails to travel to endosomes, suggesting that sortilin may serve as a Man-6-P-independent endolysosomal transporter when sufficiently expressed in some cells [116, 117] .
In 2007, Christensen et al. found that α-galactosidase-the lysosomal enzyme that is deficient in Fabry disease-is endocytosed in kidney proximal tubule cells after binding to the cell surface receptor megalin (also named LRP2, low-density lipoprotein receptor-related protein 2), i.e., one of the main receptors involved in the reabsorption of proteins at the kidney proximal tubule [122] . Additionally, this receptor was found to mediate the endocytosis of α-galactosidase in renal podocytes, together with CI-MPR and sortilin [123] , and the protease cathepsin B was found secreted and then recaptured via megalin-mediated endocytosis in kidney proximal convoluted tubules [124] . In the latter case, this seems to be a major transport route, followed by cathepsin B, to the lysosomes [124] .
In normal fibroblasts, cathepsin B and D can be captured in cells by the cell surface receptors LRP1 (LDL receptor-related protein-1) and LDLR (LDL receptor) [121, 125] . It has also been shown that these pathways contribute to the lysosomal sorting of these cathepsins in GlcNAc-1-phosphotransferase knock-in fibroblasts, in which both the LDLR and LRP1 are overexpressed [121] . Indeed, incubation of these Man-6-P-deficient cells with a competitive inhibitor of the LDLR family (the receptor-associated protein, RAP) largely decreases their endocytosis from the extracellular medium [121] . Intriguingly though, internalization and transport to the lysosomes is not the only purpose of these Man-6-P-independent associations. It has been observed that binding of procathepsin D molecules secreted by breast cancer cells to the LRP1 receptor expressed on fibroblasts triggers the fibroblasts outgrowth, and that the mitogenic effect of this hydrolase is independent of its degradation activity [108] . Procathepsin D binds to the extracellular domain of the LRP1 β-chain, an 85 kDa C-terminal fragment that includes several EGF-like domains, the transmembrane segment and the cytosolic portion (Figure 1) . Derocq et al. found that the mitogenic effect of procathepsin D derives from the decreased intramembrane proteolytic cleavage of LRP1 when bound to this enzyme [125] . Of note, it has long been known that procathepsin D promotes breast tumor cell proliferation, angiogenesis, and metastasis in an activity-independent manner (reviewed in [126] ). In another piece of relevant research, this enzyme was found to mostly be endocytosed by a Man-6-P-independent mechanism in breast cancer cell lines [127] . However, whether LRP1 is the only transport receptor involved in the internalization and paracrine/autocrine effect of procathepsin D on tumor cells remains to be seen.
Another example of a Man-6-P-independent receptor that plays a role in cellular regulation, in addition to providing a transportation mean to endolysosomes is the protein SEZ6L2. Our lab recently identified that this type I transmembrane protein predominantly expressed in brain can participate in the subcellular trafficking of procathepsin D to endosomes in neuronal cells [105] . Interestingly, the cleavage of SEZ6L2 by this protease in N1E-115 neuronal cells, possibly upon arrival in endosomes, generates an N-terminal soluble fragment that induces neurite outgrowth, while its membrane counterpart prevents this. As SEZ6L2 is also cleaved by the aspartic proteases BACE1 and -2 (β-secretases) in neurons and pancreatic β-cells, respectively [128, 129] , it could prove valuable to investigate the putative involvement of SEZ6L2 in the subcellular trafficking of these enzymes. In addition, due to their sequence homology, a next step could be to determine whether the two other members of the SEZ6 protein family (SEZ6 and SEZ6L) can also transport cathepsin D (or other lysosomal proteins), especially since their deficiency has been associated with an alteration in neuronal branching as well [130, 131] .
It is also worth mentioning that new lessons have been learned about an "old Man-6-P alternative receptor" in the past ten years. It has been long known that a circulating acid hydrolase that bears an oligosaccharidic chain terminated by N-acetylglucosamine or mannose residues can be rapidly internalized in liver endothelial cells and, to a lesser extent, in macrophages [132] [133] [134] . The receptor responsible for this endocytosis process is a type I transmembrane protein of 175 kDa with a cytosolic C-terminal end, termed the "mannose receptor" [135, 136] . Surprisingly, despite the many reports of its involvement in the endocytosis of radiolabeled acid hydrolases in vitro and in vivo, the relative contribution of this receptor to lysosome biogenesis in basal conditions has not been easy to assess. While the levels of several acid hydrolases increase in the serum of mice with a knocked-out mannose receptor gene, it has been reported that total endogenous acid hydrolase levels in the heart, spleen, liver, lung, and kidney remain relatively unchanged [137] . It is only when the focus was set on cells that express high levels of this receptor that it became obvious that the mannose receptor can significantly contribute to the acquisition of the lysosomal hydrolytic arsenal. Elvevold et al. estimated that the lysosomal degradation activity of liver sinusoidal cells decreases by almost 50 percent after knock-down of the mannose receptor [138] . Moreover, activity assays of several lysosomal hydrolases (cathepsin D, α-mannosidase, β-hexosaminidase, and arylsulfatase) highlighted a 68%-97% decrease of their total intracellular levels in these knock-out cells, indicating that the bulk of the lysosomal hydrolase population is obtained through mannose receptor-dependent capture of extracellular enzymes in non-parenchymal cells of the liver.
Another interesting finding in regards to the mannose receptor is that it can also be used by poorly mannose 6-phosphorylated acid hydrolases to reach the lysosomes. The hyaluronidase HYAL1 is a highly secreted enzyme that has never been found in the Man-6-P proteome [6, 139] , even though its acidic optimum pH suggested that it would not be active outside of the endolysosomal system. Our recent study of the subcellular trafficking of this glycoprotein resolved this apparent discrepancy by showing that, despite its very low level of mannose 6-phosphorylation, HYAL1 accumulates in the lysosomes of a mouse macrophage cell line, as well as in liver lysosomes (likely in non-parenchymal cells) [140, 141] . The mannose receptor mediates the recapture of HYAL1 from the medium where it is largely exported by constitutive secretion. Importantly, we found that the intralysosomal level of HYAL1 is largely controlled by this recapture mechanism, indicating that this can be a major trafficking pathway to the lysosome for poorly phosphorylated hydrolases. Actually, one of the enzyme-replacement strategies used to treat Gaucher disease is based on the modification of the oligosaccharidic chains of β-glucocerebrosidase, which does not acquire Man-6-P signals either, to expose more mannose residues and facilitate its mannose receptor-mediated internalization in macrophages, which are strongly affected by this enzyme deficiency [142, 143] .
Of note, we also found that HYAL1 localizes to lysosomes in osteoclasts, the giant bone resorbing cells that differentiate from the monocyte/macrophage lineage. However, in these cells, secretion/recapture by the mannose receptor was found to be inefficient compared to macrophages, and the Man-6-P pathway did not significantly contribute to HYAL1 sorting to lysosomes either [144] . Similarly, the transport of the newly found lysosomal enzyme arylsulfatase G appears to be independent of the MPRs, as well as of sortilin and LIMP2 in mouse liver [145] . There are also reports of the Man-6-P-independent trafficking of acid α-glucosidase by an unknown, Man-6-P-independent mechanism [146] . These observations indicate that much is left to learn on the subcellular trafficking mechanisms that control the sorting of lysosomal enzymes independently of the Man-6-P signal. According to Markmann et al., who compared the relative levels of acid hydrolases in control fibroblasts and fibroblasts deficient for GlcNAc-1-phosphotransferase (i.e., unable to synthesize Man-6-P) by quantitative mass spectrometry, close to 20% of the enzymes (11 out of 51 found in the samples) were efficiently retained in the cells after disruption of the Man-6-P pathway [121] . Thus these proteins are likely the cargoes of Man-6-P-independent receptors, as supported by the presence among these proteins of several of the enzymes cited above (cathepsin D, cathepsin B, β-glucocerebrosidase, GM2AP, prosaposin, etc.) as well as a few others for which alternative receptors have yet to be identified.
An interrogation that also remains unanswered is the relative contribution of each Man-6-P alternative receptors to the sorting of their respective hydrolase ligand(s) in I-cell disease. For example, it has been clearly shown that, despite the absence of Man-6-phosphorylation, procathepsin D is largely retained in several cell types and tissues of I-cell disease patients and mouse models, including lymphoblasts, osteoclasts, pancreas, brain, liver and salivary glands [67] [68] [69] 71] . However, it is unclear to what extent the different Man-6-P-independent cathepsin D receptors (LDLR, LRP1, LRP2, SEZ6L2, sortilin and mannose receptor) participate in its sorting in all of these tissues. Knowing that some of these receptors have distinct expression profile (e.g., SEZ6L2 is located in the brain, the mannose receptor is mainly found in endothelial and macrophage-type cells, LRP2 in the kidneys), some tissue-specificity of Man-6-P alternative pathways is to be expected.
Acquisition of Resident Lysosomal Proteins from the Cytosol
The lysosomal proteome is composed of transmembrane proteins and acid hydrolases, but also includes many "lysosome-associated proteins", i.e., proteins that bind to the external leaflet of the lysosomal membrane. These proteins can be recruited from the cytosol by very diverse mechanisms.
For example, the Rab GTPase Rab9 is recruited on late endosomes through interaction with the cytosolic protein TIP47, a cytosolic effector protein that binds to the MPRs' tails [147, 148] .
The multiprotein complex mTORC1, which regulates cellular growth and metabolism, localizes in the cytosol under low amino acids conditions, and is recruited on the lysosomal membrane when amino acids are abundant [149, 150] . This recruitment is controlled by a vATPase-Ragulator-Rag GTPases complex. When the GTPases are in an inactive conformation (at low amino acid levels), mTORC1 remains in the cytosol. By contrast, when amino acid levels are high, they trigger the activation of the lysosomal RabGTPases, which recruit mTORC1 on the lysosomal membrane. Amino acids also control the assembly of the peripheral vATPase domain (V1) to its integral membrane domain (V0), and thereby modulate the proton transport activity of the pump, as well as its association with the ragulator complex and activation of mTORC1 [151, 152] .
It has also been documented that three proteins associated with cases of hereditary spastic paraplegia (SPG11/spatacsin, SPG15/spastizin, and SPG48/AP-5) are recruited as a complex on the surface of lysosomes and autolysosomes (autophagolysosomes) [153] . The complex may use spastizin as an anchor on the membrane, as it has been documented that this protein interacts with PI3P via its FYVE domain [154] . Interestingly, fibroblasts isolated from SPG11, SPG15 or SPG48 patients, all contain enlarged late endosomes/lysosomes [18, 155] , and, in the context of macroautophagy, it has been shown that SPG11 and 15 are required for the reformation of lysosomes from autolysosomes by a process that involves tubulation from the autolysosomes [154] .
These findings clearly support that lysosome-associated proteins are crucial to lysosomal function.
New Directions
5.1. Is There a Biosynthetic Trafficking Route to the Endolysosomes That Does Not Require Passage through the Golgi Apparatus?
It is commonly accepted that lysosomal transmembrane proteins and acid hydrolases are synthesized in the ER and that they follow the classical secretory pathway to the lysosomes (which includes passage through the Golgi apparatus). However, the identification of what is referred to as "Golgi-bypassing routes" and "unconventional secretory pathways" for several non-lysosomal proteins (reviewed in [156] [157] [158] ) suggests that there might be additional ways to reach the lysosomes. For example, it has been found that several cell surface transmembrane proteins may use, in addition to the classical secretory pathway, a route that does not pass through the Golgi apparatus to reach the PM. Additionally, there are several examples of soluble nuclear/cytosolic proteins (i.e., that lack signal peptides and hence are unable to enter the classical secretory pathway) that are nonetheless excreted in the extracellular space. One proposal is that the sorting mechanism to the cell surface includes transport from the ER or ER-Golgi Intermediate Compartment (for membrane proteins), or from the cytosol (for soluble proteins), to autophagic or endolysosomal structures that would then fuse with the PM. Direct transport from the ER to the cell surface has also been suggested for membrane proteins. These unconventional routes have notably been inferred from the identification of key molecular players, including GRASPs (Golgi reassembly stacking proteins), Syntaxins, which control endosomal trafficking, and some members of the autophagy-related protein (ATG) family (as reviewed in [156] [157] [158] [159] ). What is noteworthy here is that some cellular stresses, such as ER stress and autophagy induction, may increase the proportion of proteins traveling via these atypical pathways.
Even though the clearance of proteins through lysosomal degradation or cellular export might be the main function of some of these Golgi-bypassing/unconventional secretion routes, we believe that it is worth considering that the lysosomes might acquire some proportion of their resident proteins through those pathways, in normal or stress conditions. We recently found that low amounts of ATG9A, a transmembrane protein that resides in endosomes and the TGN under basal conditions [160] , travels to the cell surface via a Golgi-bypassing route [161] . Moreover, when the transport of ATG9A through the Golgi stacks is prevented by mutation of a LYM motif located in its C-terminal region, the Golgi-bypassing route is sufficient to supply normal intracellular levels of ATG9A to the endosomes [161] . These observations support that the Golgi-bypassing pathway can be a very efficient way to target transmembrane proteins to endolysosomes. Regarding soluble proteins, as the classical examples that use the unconventional secretory pathway are cytosolic/nuclear proteins devoid of signal peptides, it is tempting to posit that lysosomal hydrolases, which contain signal peptides and are synthesized in the ER, would be poor candidates for sorting by a Golgi-bypassing route. However, the extracellular proteoglycan serglycin, which contains a signal peptide, can still exit from the cells when transport from the ER to the Golgi is inhibited, or when the protein is fused to a KDEL (lysine, aspartic acid, glutamic acid, leucine) ER retention sequence that prevents its transport through the Golgi apparatus [162] . Hence lysosomal hydrolases may well be able to bypass the Golgi on their way to the endolysosomes or the extracellular space, from where they could eventually be recaptured. Further work will be needed to test these hypotheses, as well as to assess whether lysosomal transmembrane or soluble proteins originating from the ER have sufficient time to fold properly prior to their entry in the Golgi-bypassing route, and to analyze how their immature glycosylation pattern affects their stability and function in endolysosomes.
Acquisition of the Lysosomal Proteome of Another Cell
Even though the benefits of hematopoietic stem cell (HSC) transplantation for the treatment of non-hematopoietic diseases are sometimes called into question, Cherqui and Courtois found that this treatment can efficiently correct thyroid, kidney and eye dysfunctions in a mouse model of cystinosis, an inherited lysosomal storage disease caused by a cystinosin deficiency [163] [164] [165] . Quite surprisingly, they observed that transplanted HSCs differentiate into macrophages that extend "tunneling nanotube-like structures" towards cystinosin-deficient cells types, including thyrocytes, kidney tubular cells, fibroblasts and eye corneal cells [164] [165] [166] . These nanotube-like structures are the basis of a cross-correction process, i.e., they allow for the bidirectional transport of lysosomes between the connected cells, hence providing the cystinosin-deficient cells with fully functional lysosomes. In vitro testing revealed that nanotube-formation and lysosome-exchange events were more numerous when the macrophages were co-cultured with cystinosin-deficient fibroblasts than with wild-type fibroblasts, suggesting that stress conditions might serve as a trigger. However, knowing that nanotube-like extensions have been detected between other cell types in basal conditions [167, 168] , it would be very interesting to test whether this cell-to-cell transfer organelle system can significantly contribute to the lysosomal digestive capacity of some cells.
Lastly, cells shed microvesicles in the extracellular medium either from their PM (ectosomes), or by exocytosis of the microvesicles contained within multi-vesicular endosomes (exosomes, which bud and detach from the endosomal limiting membrane) [169] . After release in the extracellular space, these microvesicles can be endocytosed by clathrin-mediated and clathrin-independent internalization, micropinocytosis and phagocytosis, notably by neighboring cells. In 2012, it was documented that mesenchymal stem cells shed microvesicles that contain wild-type cystinosin and cystinosin-encoding RNA, and that the incorporation of these vesicles in cystinosin deficient fibroblasts or proximal tubular cells in vitro decreases their abnormal accumulation of cystine [170] . As other lysosomal proteins, including LAMP3, have also been detected in shedded microvesicles (Exocarta database, [171] ), this process is worth considering in a lysosomal biogenesis perspective.
Concluding Remarks
The wide array of subcellular trafficking mechanisms and routes that mediate the sorting of lysosomal proteins to their residence site in the cells speaks to very complex molecular interplays that have to take place to achieve normal lysosomal functions. The pathways discussed in this review have been summarized in Figure 2 . It should be noted that not all pathways may be active in all cell types. Classical MPRs exhibit slightly different ligand binding properties [172] , as well as differences in their tissue expression patterns [173] [174] [175] . Furthermore, some alternative MPRs have very restricted cell expression profiles and, while clathrin adaptor protein subunits, coat proteins of "LAMP carriers" (Vps41 and VAMP7), GRASPs, ATG proteins, and many other players of conventional and non-conventional transport pathways are expressed in most organs, their expression levels can sometimes differ between cell types (see the Human Protein Atlas, available from www.proteinatlas. org [176] ). Additional investigations will therefore be needed to assess the relative contribution of conventional versus non-conventional transport mechanisms to the endolysosomes in different cell types. How some atypical sorting motifs can mediate endolysosomal sorting, and what the extent and role is of Man-6-P-independent transport mechanisms in lysosomal function and dysfunctions are also questions that remain open. Sorting pathways to the endolysosomes. Newly synthesized lysosomal proteins are transported to the Golgi apparatus from where they reach the endosomes and, subsequently the lysosomes. One of the main transport pathways followed by these proteins is a direct route from the TGN to the endosomes (1). The lysosomal transmembrane proteins and acid hydrolase receptors (MPRs, sortilin, SEZ6L2) that are bound to their ligands are packaged at the TGN in clathrin-coated carriers that travel toward the endosomes. This packaging is driven by the binding of typical cytosolic tyrosine-or dileucine-based sorting signals, or of atypical motifs, to clathrin adaptor proteins (directly or through some other proteins). Alternatively, some transmembrane proteins (including LAMP1 and LAMP2) can be transported directly from the TGN to the endosomes in non-clathrin-coated vesicles ("LAMP carriers") that are positive for hVps41 and VAMP7 (2) . Lysosomal proteins that are not packaged in transport vesicles at the TGN, and escape to the cell surface as a consequence, can be recaptured by clathrin-mediated internalization, which is also based on the recognition of cytosolic sorting motifs by PM clathrin adaptor proteins (3). In addition, LAMP3 has been found to enter the endolysosomal system by caveolin-mediated internalization (4). Of note, some lysosomal proteins may piggyback on others to enter some of these pathways (as indicated in Table 1 ). The cells can also acquire some lysosomal proteins from other cells, e.g., through the capture of microvesicles by clathrin-dependent and -independent mechanisms (5) or subsequently to the transfer of exogenous lysosomes through nanotube-like structures tunneling between some cells (6) . Lastly, some proportion of lysosomal proteins could, hypothetically, bypass the Golgi apparatus to reach endolysosomes or autophagosomes (which could then fuse with lysosomes) directly from the ER, or after sorting from the ER to the PM and subsequent internalization from this site (7). Sorting pathways to the endolysosomes. Newly synthesized lysosomal proteins are transported to the Golgi apparatus from where they reach the endosomes and, subsequently the lysosomes. One of the main transport pathways followed by these proteins is a direct route from the TGN to the endosomes (1). The lysosomal transmembrane proteins and acid hydrolase receptors (MPRs, sortilin, SEZ6L2) that are bound to their ligands are packaged at the TGN in clathrin-coated carriers that travel toward the endosomes. This packaging is driven by the binding of typical cytosolic tyrosine-or dileucine-based sorting signals, or of atypical motifs, to clathrin adaptor proteins (directly or through some other proteins). Alternatively, some transmembrane proteins (including LAMP1 and LAMP2) can be transported directly from the TGN to the endosomes in non-clathrin-coated vesicles ("LAMP carriers") that are positive for hVps41 and VAMP7 (2) . Lysosomal proteins that are not packaged in transport vesicles at the TGN, and escape to the cell surface as a consequence, can be recaptured by clathrin-mediated internalization, which is also based on the recognition of cytosolic sorting motifs by PM clathrin adaptor proteins (3). In addition, LAMP3 has been found to enter the endolysosomal system by caveolin-mediated internalization (4). Of note, some lysosomal proteins may piggyback on others to enter some of these pathways (as indicated in Table 1 ). The cells can also acquire some lysosomal proteins from other cells, e.g., through the capture of microvesicles by clathrin-dependent and -independent mechanisms (5) or subsequently to the transfer of exogenous lysosomes through nanotube-like structures tunneling between some cells (6) . Lastly, some proportion of lysosomal proteins could, hypothetically, bypass the Golgi apparatus to reach endolysosomes or autophagosomes (which could then fuse with lysosomes) directly from the ER, or after sorting from the ER to the PM and subsequent internalization from this site (7) .
